Background Coronary artery calcification (CAC) is a predictor of cardiovascular events and plaque burden and is closely associated with chronic inflammation. Interleukin (IL)-37 is a newly discovered member of the IL-1 family and is considered an anti-inflammatory cytokine. Our recent study on mice indicated that IL-37 could attenuate atherosclerosis and vascular calcification, which suggests that IL-37 could be associated with the development of atherosclerosis and related diseases. The aim of this study was to investigate if IL-37 plays a role in the progression of CAC in patients. Methods Two hundred participants with suspected cardiovascular disease were recruited. The levels of plasma IL-37, osteoprotegerin (OPG), hypersensitive C-reactive protein (hsCRP) together with other biochemical parameters were measured, and a coronary calcium assessment was carried out by multi-detector row CT. A score of < 10 AU (Agatston units) denotes an absence of CAC, a score of 11-100 AU denotes mild CAC, 101-400 denotes moderate CAC, and > 400 AU denotes severe CAC. Results Our initial data showed that there were no apparent differences in plasma IL-37 levels among patients with or without mild or moderate CAC. However, IL-37 levels were significantly increased in patients with severe CAC (P < 0.001). Similar results were observed for plasma OPG and hsCRP levels. When IL-37 levels in patients with severe calcification were compared with that in all of the other non-severe CAC groups, it became apparent that there was a significant positive correlation between IL-37 level and severe CAC (r = 0.360, P < 0.001; OR = 1.033) using Spearman's correlation and binary logistic regression analysis. Conclusions This study demonstrates that the anti-inflammatory cytokine IL-37 is associated with high coronary calcium levels, suggesting that IL-37 expression may be caused by the activation of inflammation and that IL-37 might become a predictor of severe CAC in the future, which requires further investigation.
Introduction


Coronary artery calcification (CAC) is a pathological deposition of minerals that can occur with either atherosclerosis or arteriosclerosis and has been used as a predictor of cardiovascular events and plaque burden. [1] From a clinical point of view, the amount of CAC is associated with the total atherosclerotic plaque burden and therefore can serve as a measure of subclinical atherosclerosis. [2] Furthermore, CAC scores also reflect the long-term impact of elevated cardiovascular disease (CVD) risk factors and can be used to predict the future risk of CVD events. [3] For several decades, vascular calcification has been a known consequence of ageing. Recent studies have confirmed that vascular calcification is an actively regulated process and shares many features with bone development and metabolism; [4] the process is also closely related with chronic inflammation. [5] Macrophages, lymphocytes, and dendritic cells infiltrate the plaque and release cytokines that regulate calcification. [6] Perivascular adipose, [7] and systemic inflammation [8] may also contribute to both neointimal and medial calcification. The newly discovered interleukin-1 (IL-1) family member IL-37 is an anti-inflammatory cytokine. [9, 10] Our study has recently shown that in animal models, IL-37 plays a protective role in the development of vascular calcification and atherosclerosis. [11] We have also demonstrated that the levels of IL-37 were substantially increased in patients with acute coronary syndrome (ACS). [12] The increase of IL-37 may be induced in an inflammatory context.
Calcification typically follows the development of atherosclerotic lesions while inflammation is involved in the progression of arterial calcification; therefore, it is likely that inflammation-related cytokine IL-37 is involved in the progression of CAC. In the present study, we measured the levels of IL-37 in patients with suspected coronary artery disease (CAD) and compared their IL-37 levels with their CAC severity. Osteoprotegerin (OPG) is a well-known inhibitory factor of vascular calcification and we have, in the past, observed a positive correlation between IL-37 and OPG in an animal model. [11] Additionally, high-sensitivity C-reactive protein (hs-CRP) is known as a non-specific marker of inflammation. Therefore, we here additionally assessed and compared the plasma levels of OPG and hs-CRP in patients.
Methods
Study design
Two hundred consecutive patients with suspected CAD who have undergone coronary calcium assessment by multi-detector row CT were recruited from July 2013 to July 2015. Indications for the calcium scan included risk stratification purposes in individuals with an enhanced likelihood for future CAD events as based on traditional risk factors or individuals with atypical chest pain. We excluded participants who had any of the following conditions: (1) older than 80 years of age; (2) a history of percutaneous coronary intervention and/or coronary artery bypass grafting; (3) a history of atrial fibrillation; and (4) had ACS within the last three months.
After providing written informed consent, the patients were asked to complete a brief questionnaire. Atherogenic risk factors of the patients were assessed, and the criteria for diabetes, hypertension and hyperlipidaemia were based on a physician's diagnosis. The study was approved by the institutional ethics committee for human subjects.
Blood sample test
Fasting blood samples were collected in the morning immediately before performing the CT scan and were stored at 4°C for less than 4 h before processing. The samples were collected into sodium heparin Vacutainers (Becton-Dickinson). Blood was centrifuged for 15 min at 2000 × g, and the serum was stored at −80 C until the assays were performed.
The levels of total cholesterol, high-and low-density lipoprotein, cholesterol, total triglycerides, creatinine, uric acid, alkaline phosphatase, phosphorous, calcium, and fasting blood-glucose at baseline were measured in the central laboratory of Beijing Anzhen Hospital.
Detection of IL-37, OPG and CRP levels by ELISA
The concentrations of plasma IL-37, OPG, and hs-CRP were measured by an enzyme-linked immunosorbent assay (ELISA) according to instructions provided by the manufacturers (IL-37: Adipogen AG, Liestal, Switzerland; OPG: MBL, Nagoya, Japan; and hs-CRP: Siemens Healthcare, Tarrytown, New York). All samples were measured in duplicate.
CAC assessment
All patients were in normal sinus rhythm and were capable of a breath hold that was sufficient for computed tomographic angiography (CTA). Coronary calcium lesions were measured, and the total Agatston score (CAC score) was determined by summing the individual lesion scores from each of the four main coronary arteries (left main, left anterior descending, circumflex and right). [13] We used the classification system proposed by Rumberger, et al. [14] We initially classified the participants into four groups according to CAC scores: a score < 10 (Agatston unit, AU) denotes an absence of CAC, a score of 11-100 AU denotes mild CAC, a score of 101-400 denotes moderate CAC, and a score of > 400 AU denotes severe CAC. For further analysis, the study cohort was divided into two groups based on calcium scores: the severe (> 400 AU) and non-severe (< 400 AU) CAC patient groups.
Statistical analysis
All data were presented as mean ± SD. When comparing only two groups, Student's t-test was used. For comparisons involving three or more groups, one-way ANOVA followed by Neuman-Keuls post hoc test was used. Pearson ChiSquare test (exact Fisher's test) was used for the comparison of proportions. Spearman's correlation and binary logistic regression analysis were used to calculate the correlations between the plasma biomarker levels, other measured parameters and the level of CAC. In all tests, a value of P < 0.05 was considered to be statistically significant. The SPSS statistical software (version 17.01) was used for all calculations.
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Results
Baseline characteristics of the study participants
Two hundred patients were enrolled in this study, and based on the severity of their CAC as determined by the Agatston scores, we divided the participants into four groups with fifty in each group, as described in the Methods section. Table 1 shows the blood sample characteristics of participants in the four groups. We found that patients with higher CAC scores were more likely to be elderly. Within the atherogenic risk factors, diabetes and hypertension were related to higher CAC score, while other factors such as hyperlipidaemia, smoking, family history of cardiovascular disease were not. We also found that participants who had a greater number of atherogenic risk factors were more likely to have higher CAC scores than those who had a lower number of risk factors (Table 1) .
Moreover, participants with higher CAC scores tended to have higher fasting blood-glucose but lower high-density lipoprotein cholesterol levels (Table 1) . However, there were no significant differences in gender (P = 0.086), body mass index and levels of other general serum biochemical parameters, including total cholesterol, low-density lipoprotein cholesterol, total triglycerides, creatinine, uric acid, alkaline phosphatase, phosphorous and calcium, among these four groups.
Plasma levels of IL-37, OPG and hs-CRP
As shown in Table 2 and Figure 1A , our data showed that there were no apparent differences in plasma IL-37 levels among patients in the first three groups (without CAC and with mild and moderate CAC). However, plasma IL-37 levels were significantly increased in patients with severe CAC (CAC scores > 400 AU, P < 0.001, Figure 1A ). Interestingly, similar results were obtained for plasma OPG and hs-CRP ( Table 2 , and Figure 1B and 1C, respectively); OPG and hs-CRP levels were increased only in patients with severe CAC, and there were no apparent differences in OPG and hs-CRP levels among patients with or without mild or moderate CAC. Data are expressed as the mean ± SD or %. *Including current and former smoking. Patients with higher CAC score were more likely to be elderly (P < 0.05); Data are presented as mean ± SD. *P < 0.05 among the four groups. There were no apparent differences in IL-37, OPG and hs-CRP levels among patients in the first three groups (without CAC, and with mild and moderate CAC). The main difference was between severe CAC and the other groups.
AU: Agatston unit; CAC: coronary artery calcification; hs-CRP: high-sensitivity C-reactive protein; IL: interleukin; OPG: osteoprotegerin.
Based on these results, for the purpose of further statistical analysis, participants were regrouped into two categories: the severe calcification (CAC scores > 400 AU, n = 50) and non-severe calcification (CAC scores ≤ 400 AU, n = 150) groups. Based on the new grouping, Spearman's correlation and binary logistic regression analysis were carried out and revealed a significant positive correlation between IL-37 and severe CAC (r = 0.360, P < 0.001, OR = 1.033, Table 3 ). Moreover, we found a significant positive correlation between OPG and severe CAC (r = 0.355, P < 0.001, OR = 1.805, Table 3 ) as well. A similar relationship was observed between hs-CRP and severe CAC (r = 0.168, P < 0.001, OR = 1.465, Table 3 ). In addition, we also found that the number of risk factors was positively correlated with severe CAC (r = 0.141, P < 0.001, Table 3 ). However, there were no significant differences in the plasma levels of IL-37, OPG and hs-CRP when considering gender or the risk factors for diabetes, hypertension, and smoking (Table 2 ).
Associations among IL-37, OPG and hs-CRP
We used the Spearman's linear correlation coefficient to determine the relationship among the levels of these three plasma biomarkers. A positive correlation between IL-37 and OPG was determined (r = 0.401, P < 0.001, Figure 2A) . The result further confirmed that the effect of IL-37 is closely related with the increase of OPG, which was observed in our recent animal study. [18] There was also a positive relationship between IL-37 and hs-CRP (r = 0.319, P < 0.001, Figure 2B ) and between OPG and hs-CRP (r = 0.335, P < 0.001, Figure 2C ) in the participating patients.
Discussion
This is the first study to assess the relationship between the plasma IL-37 level in patients and the degree of CAC. In our study, no apparent difference in IL-37 levels was found in plasma among patients in the first three groups (with or without mild or moderate CAC). A significant increase in IL-37 level was observed only in the severe CAC group. For statistical analysis, the patients were regrouped, and a significant positive correlation between IL-37 and severe CAC was revealed. We also showed that the levels of plasma OPG and hs-CRP were increased in patients with severe CAC, and both were positively correlated with the level of IL-37. Although the sample size was relatively small and the implications are not yet clear, these interesting results Figure 1 . One-way ANOVA analysis of IL-37, OPG and hs-CRP levels according to CAC scores. A score < 10: absence of CAC; 11-100 AU: mild CAC; 101-400 AU: moderate CAC; and > 400 AU: severe CAC. There were no apparent differences in IL-37, OPG and hs-CRP levels among patients in the first three groups (without CAC, with mild and moderate CAC). The main difference was between severe CAC and the other groups. AU: Agatston unit; CAC: coronary artery calcification; hs-CRP: high-sensitivity C-reactive protein; IL: interleukin; OPG: osteoprotegerin. high-sensitivity C-reactive protein; IL: interleukin; OPG: osteoprotegerin.
may suggest that the elevated IL-37 expression could be the outcome of the activation of inflammation and may be related to the increase of OPG as shown in our recent animal study. [11] Our study used CAC scores to assess the calcium content in the coronary arteries. Some studies have verified that CAC scores can be used to predict cardiac events. [15] We can speculate that the levels of plasma IL-37 might be associated with the risk of cardiac events. IL-37 is present in several organs and tissues, including the heart, brain, kidney, bone marrow and testis. Evidence has shown that IL-37 plays a protective role in inflammatory and autoimmune diseases in animal models via the suppression of pro-inflammatory cytokine generation and the activation of macrophage and dendritic cells. [10] Recently, Boraschi, et al., [9] found that IL-37 was expressed in the foam-like cells of the atherosclerotic coronary and carotid artery plaques, suggesting that IL-37 is related to the process of atherosclerosis. [16] Recently, our study has shown that IL-37 can attenuate not only atherosclerosis but also vascular calcification in mice. [11] Although all of these studies point to the involvement of IL-37 in human atherosclerotic disease, the understanding of IL-37 in the disease process is rather limited. IL-37 is expressed at low levels in peripheral blood mononuclear cells (PBMCs) and dendritic cells (DCs) and is up-regulated in an inducible manner. After treatment with phorbol myristoyl acetate, the mRNA expression of IL-37 was increased 2-fold in PBMCs and 4.5-fold in DCs. [17] In addition, IL-37 is induced mainly in an inflammatory context. IL-1, IL-18, TNF-, IFN-, and TGF- can increase IL-37 synthesis. [18] Recently, we have demonstrated that the levels of the anti-inflammatory cytokine IL-37 were dramatically increased in ACS patients, [12] which may be due to an excessive inflammatory response. In the present study, we found that the level of IL-37 was positively correlated with high CAC levels, suggesting that IL-37 expression may be caused by the activation of inflammation. We also found that the levels of IL-37 were positively correlated with OPG and hs-CRP. Therefore, we concluded that IL-37 is expressed in low levels in healthy persons but may be regulated by inflammatory stimuli and cytokines such as OPG and hs-CRP.
OPG is a soluble member of the TNF receptor superfamily. [19, 20] Elevated serum OPG levels have been shown to be independently associated with prevalent coronary plaques, aortic plaques, CAC and peripheral vascular disease, [21, 22] as well as the increased risk of cardiovascular events. [23, 24] Although a clear association between higher circulating OPG levels and vascular disease has been observed, whether this is the cause or the outcome remains to be defined. However, the evidence from animal models suggests that OPG may be protective against vascular calcification. [11, 25] It is therefore possible that the OPG elevation observed in humans with vascular disease may have occurred, in part, due to a local compensatory response to atherosclerosis. Our recent work demonstrated a significant increase of plasma OPG levels in IL-37 treated mice. [11] When an anti-OPG antibody was administered, the protective effect of IL-37 in mice with vascular calcification was significantly reduced. In the present study, the plasma OPG level was apparently increased in patients with severe CAC and was positively related with IL-37. These results suggest that OPG could become a predictor of the presence and severity of CAC. Moreover, the levels of circulating OPG may also affect IL-37 expression.
We additionally assessed the hs-CRP levels in plasma and found that hs-CRP was increased in patients with high levels of CAC. CRP is associated with CHD, which was reported over 60 years ago. [26] The possible mechanistic role of CRP in plaque deposition is highly complex, exerting pro-atherogenic effects in many cells that are involved in atherosclerosis. [27] The Multi-Ethnic Study of Atherosclerosis showed a weak association of the three inflammatory biomarkers (CRP, IL-6, and fibrinogen) with CAC presence and burden, [28] which is in line with the present study. We found that hs-CRP, which is more sensitive than CRP, was positively correlated with plasma IL-37 levels, confirming the possible relationship between IL-37 expression and inflammatory stimuli.
In conclusion, in the present study, we showed for the first time that the plasma level of IL-37 was increased in patients with high coronary calcium levels. This may be associated with the activation of inflammation and other relevant factors such as OPG or hs-CRP. Recent reports have indicated that IL-37 uses IL-1R8 for its anti-inflammatory properties, [29] and that IL-37 inhibits NF-kB activation while increasing the anti-inflammatory IL-10 level. [30] Although a clear association among the three cytokines (IL-37, OPG and hs-CRP) and CAC has been observed in the present study, the mechanism remains to be defined and requires further investigation. However, it is reasonable to hypothesize that IL-37 might become a predictor of severe calcification in future, which requires further investigation.
